Influenza A virus causes respiratory illnesses in humans, producing seasonal outbreaks, epidemics, and occasional pandemics, and causes outbreaks and epizootics in lower mammals and birds. The recent emergences of high pathogenicity H5 and H7 avian influenza viruses in poultry in South America, Australia, Europe, Asia and North America in the last ten years and human infections and even deaths have increased surveillance efforts in wild birds and prompted the development of more rapid detection methods. This study was initiated to examine the effects of different preservatives upon RT-PCR amplicon size from influenza A virus RNA in bird feces.
This study provides evidence that environmental samples or cloacal swabs preserved in a concentrated guanidine or commercial buffer and held at ambient temperatures may be useful for the identification of waterfowl infected by influenza A viruses with increased confidence, and that additional molecular assays can be successfully performed.
The study result was demonstrated when virus-specific RT-PCR products of at most 206 base pairs for samples were recovered when preserved with alcohols and up to 521 base pairs for samples preserved with guanidine or commercial buffers. This suggests that this approach is feasible in the field and that preserved specimens may be better assayed molecularly when preserved in guanidine or commercial buffers. Successful storage of specimens in preservatives at ambient temperature and subsequent detection of RNA by RT-PCR would assist influenza surveillance efforts to become more widespread in remote areas as well as more timely and inexpensive.
Researchers found that commercial and guanidine buffers preservatives allowed for the amplification of PCR products ranging from 137 to 432 bp (Figure 1 ). In contrast, none of the alcohols tested were reproducibly capable of preserving samples to allow for specific PCR amplification of greater than 206 bp. The PCR signal intensities of the samples preserved by alcohols at 136 and 206 bp were generally weaker than those for the commercial or guanidine buffers. While isopropanol and methanol allowed for stronger 136 and 206 bp signals than did ethanol (Fig. 1) , on the basis of presence or absence of signal there were no reproducible differences among alcohols. Since none of the preservatives were reproducibly capable of amplifying the 640 bp amplicon (Fig. 1) , we added a 521 bp amplicon to our analyses. The results of two experiments indicated that none of the alcohols, but both commercial and guanidine buffers were capable of producing RT-PCR products of the appropriate size, although with signals of less than 20 % of those from positive controls (data not shown).
Researchers anticipate that this work will assist influenza A virus surveillance efforts to become more widespread, rapid, and inexpensive. 
